conditions) where average plasmid copy number per cell is approximately 35 owing to 2-µ plasmid origin on the gTOW plasmids; and high-copy conditions (-Leu-Ura conditions) where the average plasmid copy number of the empty vector reaches >100
per cell owing to the bias of leu2-89 (a weakly expressed LEU2 allele) on the gTOW plasmids ( Figure 1A ). The protein level expressed from the target gene is expected to increase with copy number. If the gene has an overexpression limit of <100 copies, the target gene imposes a selection bias decreasing the plasmid copy number. In gTOW experiments, growth rates of cells and plasmid copy numbers show positive correlations 1 . Thus, we could estimate the expression limit of a target protein by measuring the growth rate of cells containing the gTOW plasmid and the plasmid copy number within the cell under -Leu-Ura conditions. The growth rate and copy number under -Ura conditions also reflects the expression limits of the target protein 1 . Tables   Table S1 (an Excel file) . Localization signals and modifications used in this study with amino acid sequences (related to Table 1 ) Table S2 (an Excel file). Genes whose expressions were changed upon high-level expressions of modified GFPs (related to Figure 2 ) Table S3 (an Excel file). Plasmids used in this study
Supplementary

Supplementary Figures
Figure S1 A) The monomeric GFP with NES freely diffuses into the nucleus because it is larger than the size exclusion limit of the nuclear pore and is exported from the nucleus by
Crm1. This free import-Crm1-dependent export cycle causes the overload of the Crm1-dependent nuclear export process. B) The 3×GFP with NES does not diffuse into the nucleus because it is larger than the size exclusion limit of the nuclear pore. When it is imported into the nucleus, it is exported by Crm1. Thus, the import-export cycle is slower than that of the monomeric GFP with NES and causes little overload of the nuclear export process. Figure 5C and Figure 6C 
